To study the relationship between chromatin condensation, gene transcription and developmental competence during oocyte maturation and to explore the mechanisms by which meiotic arrest maintenance (MAM) and sexual maturity improve oocyte competence, we examined effects of MAM with roscovitine or db-cAMP on chromatin condensation, gene transcription and developmental potential of NSN or SN oocytes from prepubertal or adult mice. MAM with roscovitine improved the developmental competence and global gene transcription of prepubertal NSN (prep-NSN) and adult-SN oocytes while having no effect on those of prep-SN oocytes. MAM with db-cAMP facilitated neither development nor transcription in any type of oocytes. MAM with either roscovitine or dbcAMP promoted chromatin condensation of prep-NSN oocytes. MAM with roscovitine promoted gene transcription and chromatin condensation simultaneously through inhibiting cyclin-dependent kinase (CDK) 5 and 2, respectively. The results suggested that MAM with roscovitine improved oocyte competence by promoting gene transcription via inhibiting CDK5. Oocyte cytoplasmic maturation is correlated with gene transcription but not with chromatin condensation. The difference in developmental competence between prepubertal NSN and SN oocytes and between prepubertal and adult SN oocytes was because while the former had not, the latter had completed or acquired the ability for transcription of important genes.
It is known that the developmental potential of the in vitro matured (IVM) oocytes is inferior to that of the in vivo matured ones. To gain the capacity to maintain successful embryo development, oocytes must undergo both nuclear and cytoplasmic maturation 1 . While oocytes acquire full cytoplasmic maturity in vivo after a long preparatory process involving transcription and translation of transcripts during the meiotic prophase 1,2 , a sudden premature meiotic resumption occurs in vitro without adequate cytoplasmic maturation following transfer of oocytes from follicles into the culture medium. Many studies have been conducted to improve oocyte cytoplasmic maturation through meiotic arrest maintenance (MAM) in vitro, but limited progress was achieved due to our limited understanding of the ongoing cellular activities during MAM. Although a recent study reported that oocyte maturation was significantly improved after MAM of oocytes from juvenile mice 3 , the underlying mechanisms are largely unknown.
The fully-grown germinal vesicle (GV) stage mouse oocytes are grouped into NSN (non-surrounded nucleolus) and SN (surrounded nucleolus) classes based on their chromatin configuration 4, 5 . Oocyte competence appears to be influenced mainly by epigenetic factors that control gene expression and modify the GV chromatin configuration 6, 7 . Thus, fully-grown GV oocytes must end a NSN configuration before gaining full meiotic competence, and they must take on a SN configuration and stop gene transcription before having the capacity to sustain blastocyst formation 7 . However, the factors underlying the differences in developmental competence between NSN and SN oocytes are not fully characterized. Furthermore, reports indicate that upon liberation from follicles, the NSN oocytes have a limited capacity to undergo spontaneous maturation to the metaphase II (MII) stage 5, 8, 9 , and that the NSN oocytes must metamorphose into SN ones during follicullogenesis to guarantee full-term 1 College of Life Science, Northeast Agricultural University, Harbin, 150030, P. R. China. 2 College of Animal Science and Veterinary Medicine, Shandong Agricultural University, Tai-an City, 271018, P. R. China. Correspondence and requests for materials should be addressed to J.-H.T. (email: tanjh@sdau.edu.cn) embryonic development 4, 6, 10 . Thus, whether the NSN oocytes have the full capacity to accomplish nuclear maturation and whether the SN-stage is a prerequisite for cytoplasmic maturation remain to be determined.
Although studies have suggested that oocytes must take on a SN chromatin configuration and cease gene transcription before becoming capable of blastocyst formation 7, 11, 12 , the GV chromatin of maturing oocytes is synchronized in a less condensed state prior to GVBD in some species 7 . In bovine oocytes, for example, the GV chromatin was synchronized in a less condensed F pattern with floccular chromatin in the vicinity of the nucleoli and the nuclear envelope 13 , and mRNA synthesis was observed just before GVBD 14, 15 . The preovulatory GV oocytes in mice [16] [17] [18] [19] and humans 20, 21 have also been reported to incorporate [ 3 H] uridine. We recently observed that during maturation culture of pig oocytes, condensed chromatin was re-decondensed and gene transcription was evident prior to GVBD in some of the SN oocytes 22 . However, the prevalence of the pre-GVBD chromatin re-decondensation (RDC) and gene transcription has yet to be verified in other species and its significance and mechanisms are largely unexplored. Furthermore, although it is well known that oocyte developmental competence is lower in prepubertal animals than in adult animals [23] [24] [25] , the underlying mechanisms are largely unclear. Roscovitine has been widely used for oocyte in vitro MAM in different species but different results were reported by different authors. For example, although all found the treatment of oocytes with roscovitine reversible, while some reported that treatment with roscovitine at optimal concentrations for optimal durations did not affect the developmental competence of treated oocytes in cattle 26 , goats 27 and sheep 28 , others observed that the treatment had significantly detrimental effects in pigs 29 and cats 30 or markedly beneficial effects in goat oocytes from small follicles 27 and in mouse oocytes 31 on subsequent embryo development. Furthermore, although chromatin condensation was observed during MAM with butyrolactone I or roscovitine in bovine 32 , porcine 33 and goat oocytes 27 , an increased gene transcription was evident during MAM of pig oocytes with roscovitine 22 . Thus, mechanistic studies are urgently needed for the differential effects of MAM with roscovitine on oocyte competence and for the contradiction between chromatin condensation and gene transcription during MAM with roscovitine or butyrolactone I.
In summary, the above literature review has revealed the following issues that remain to be addressed: (a) the limited knowledge on the ongoing cellular activities during MAM, such as gene transcription; (b) the mechanisms for the differential developmental competence between SN and NSN oocytes and between prepubertal and adult oocytes; (c) whether the NSN oocytes can complete nuclear maturation in vitro and if oocytes have to go through the SN stage to accomplish their cytoplasmic maturation; (d) whether the pre-GVBD RDC exists in mouse oocytes and its mechanism and significance; and (e) the discrepancy among reports on the effect of MAM with roscovitine on oocyte competence and the contradiction between chromatin condensation and gene transcription observed during MAM with roscovitine. The aim of the present study was to address these issues by examining the effects of MAM with roscovitine or db-cAMP on chromatin condensation, gene transcription and developmental potential in NSN or SN oocytes from prepubertal or adult mice.
Results
Classification of chromatin configuration in freshly collected prepubertal mouse oocytes. Chromatin configuration in freshly collected prepubertal mouse oocytes was classified into 4 patterns based on criteria reported previously 7 . In the NSN pattern, chromatin was the least condensed with sparse fine heterochromatin threads/granules that did not surround the nucleolus (Supplementary Fig. S1A ). In the partial NSN (pNSN) pattern, some fine heterochromatin threads/granules began to appose to the nucleolus (Fig. S1B) . In both the SN and the partial SN (pSN) oocytes, nucleoli were enclosed by heterochromatin. However, while the chromatin in SN oocytes was the most condensed with little diffuse chromatin (Fig. S1D) , the chromatin in pSN oocytes was less condensed, always with some diffuse chromatin in the nucleoplasm (Fig. S1C) . The proportions of NSN, pNSN, pSN and SN configurations were 44.6, 5.2, 10.3 and 39.9%, respectively, among the freshly collected oocytes (Fig. S1E ). In the following experiments where oocytes with different configurations were cultured separately, the NSN and pNSN configurations were grouped together as NSN configuration, whereas the SN and pSN were put together as SN configuration, because it was difficult to distinguish between NSN and pNSN or between SN and pSN after the short Hoechst exposure for oocyte selection.
Developmental competence of the NSN oocytes from prepubertal mice was severely impaired. Freshly-collected oocytes were separated according to chromatin configuration after Hoechst 33342 staining and the resulting DOs of SN and NSN patterns were matured separately. At 24 h of the maturation culture, oocytes were activated with SrCl 2 for embryo development. Rates of maturation, activation and 2-cell embryos were all lower significantly in NSN oocytes than in SN oocytes, and no NSN oocytes developed to the 4-cell stage while 40% of the SN oocytes did (Fig. 1A) . The results suggested that although the NSN oocytes were capable of nuclear maturation in vitro, their developmental competence was so severely impaired that many could not overcome the 2-cell block in vitro.
Effects of MAM with roscovitine or db-cAMP on developmental potential of prepubertal mouse NSN and SN oocytes. Freshly collected COCs were blocked for 4 h in 199-1 containing db-cAMP or roscovitine. Oocytes were then matured for 24 h in 199-2 before SrCl 2 activation for embryo development. Rates of oocyte maturation, activation and 4-cell embryos did not differ between treatments (Fig. 1B) . However, the percentage of 2-cell embryos was significantly higher in roscovitine-blocked oocytes than in the db-cAMP blocked or non-blocked control oocytes. The results suggested that in vitro MAM of prepubertal mouse oocytes with roscovitine, but not with db-cAMP, facilitated the formation of 2-cell embryos.
To specify whether MAM with roscovitine improves competence of the NSN or SN oocytes, DOs of NSN and SN configuration were separately blocked with roscovitine or db-cAMP before maturation and activation for embryo development. Neither rates of maturation (ranging from 93% to 97%), activation (89% to 92%), 2-cell embryos (70% to 80%), 4-cell embryos (35% to 42%), nor rates of blastocysts (0% to 1.6%) differed significantly after SN oocytes were blocked with different regimens. When NSN oocytes were blocked, however, roscovitine significantly increased rates of activation, 2-and 4-cell embryos, whereas db-cAMP showed a limited effect (Fig. 1C) . The results suggested that in vitro MAM of prepubertal oocytes with roscovitine mainly improved competence of NSN oocytes while having no effect on that of the SN oocytes.
Effects of MAM with roscovitine or db-cAMP on chromatin configuration transition of prepubertal mouse oocytes. To test whether roscovitine promotes the NSN-SN transition, COCs were blocked for 4 h in 199-1 containing roscovitine or db-cAMP before observation for chromatin configurations. Compared to that observed in freshly collected oocytes, percentage of SN oocytes increased significantly after block with roscovitine, but it did not change following block with db-cAMP (Fig. 1D) .
To confirm that roscovitine facilitate a NSN-SN transition while db-cAMP did not and to answer the question whether NSN oocytes have to go through a SN-stage before GVBD, live video microscopy was conducted to observe the pre-GVBD changes of chromatin configurations in DOs of NSN configuration during culture with or without roscovitine or db-cAMP. None of the 29 NSN oocytes cultured in 199-1 alone were found to take on the SN configuration before GVBD (Supplementary Fig. S2 ). While 28 out of the 31 oocytes cultured with roscovitine Figure 1 . Effects of MAM with roscovitine or db-cAMP on maturation, embryo development and chromatin configuration of prepubertal (graphs A to D) and adult (graphs E and F) mouse oocytes. In graph A, freshly collected (FC) prepubertal oocytes were separated according to chromatin configuration and the resulting SN and NSN DOs were separately matured in 199-2 with cumulus monolayer coculture. In graph B, prepubertal COCs were matured in 199-2 following MAM for 4 h with 100 µM db-cAMP (dbc) or 100 µM roscovitine (Ros). In graph C, prepubertal DOs of NSN configuration were matured in 199-2 with cumulus monolayer following MAM for 4 h with dbc or Ros. Graphs D and E show distribution of different chromatin configurations following MAM of prepubertal and adult COCs, respectively, for 4 h with dbc or Ros. In graph F, adult COCs were blocked for 4 h in 199-1 containing dbc or Ros before in vitro maturation for embryo development. In graphs A,B,C and F, each treatment was repeated 6-7 times and each replicate contained about 35 oocytes. In graphs D and E, each treatment was repeated 4-5 times and each replicate contained about 20 oocytes. MII: % MII/cultured oocytes; Act: % Activated/MII oocytes; 2-C: % 2-cell embryos/activated oocytes; 4-C: % 4-cell embryos/2-C embryos; Blst: % Blastocysts/4-cell embryos. a,b: Values with a different letter above bars differ significantly (P < 0.05) within developmental stages or oocyte treatment groups. took on the SN configuration, 32 out of the 34 oocytes cultured with db-cAMP remained at the NSN stage. The results further confirm that NSN mouse oocytes undergo GVBD directly in vitro without going through SN, and that while roscovitine facilitated the NSN-SN transition, db-cAMP did not.
Effects of MAM with roscovitine or db-cAMP on chromatin configuration and developmental potential of adult mouse oocytes. It has been reported that MAM with roscovitine promoted morula formation of oocytes from adult mice primed with eCG 31 , and that over 90% of these oocytes were of SN configuration 34 . Because this contradicts with the present results that meiotic arrest with roscovitine had no effect on SN oocytes of prepubertal mice, we reexamined the effects of MAM with roscovitine or db-cAMP on chromatin configuration and developmental competence of the adult mouse oocytes. COCs from adult mice were blocked for 4 h with roscovitine or db-cAMP before observation for chromatin configurations or in vitro maturation. Over 91% of the freshly recovered oocytes showed a SN configuration, and neither db-cAMP nor roscovitine treatment changed the proportion of oocytes with different chromatin configurations (Fig. 1E) . Although rates of maturation, activation, 2-cell and 4-cell embryos and blastocysts did not differ among treatments, percentages of morulae and the cell number per blastocyst were significantly higher in roscovitine blocked oocytes than in freshly-collected control or db-cAMP-blocked oocytes (Fig. 1F) . The results indicated that MAM with roscovitine increased the developmental potential of adult SN oocytes without changing their chromatin configuration, suggesting that chromatin condensation may not be an essential event for roscovitine to improve oocyte competence.
Effects of MAM with roscovitine or db-cAMP on global gene transcription of prepubertal and adult mouse oocytes with different chromatin configurations. Global gene transcription in prepubertal and adult mouse DOs with different chromatin configurations were observed immediately after recovery or following MAM with roscovitine or db-cAMP. About 90% of the freshly collected prepubertal NSN oocytes showed intensive transcriptional activities; although the percentage of transcribing oocytes decreased significantly following MAM with db-cAMP, it remained high after MAM with roscovitine ( Fig. 2A and B) . Few freshly-collected prepubertal SN oocytes show transcriptional activities, and the percentage of transcribing oocytes did not increase significantly following MAM with either db-cAMP or roscovitine ( Fig. 2A and C) . Even fewer freshly-collected adult SN oocytes show transcriptional activities; however, the percentage of transcribing oocytes increased significantly after MAM with roscovitine although it did not change following MAM with db-cAMP ( Fig. 2A and D) . Our analysis on transcriptional intensity further confirmed that the transcriptional activity in prepubertal NSN (Fig. 2E ) and adult SN oocytes ( Fig. 2F ) was significantly higher after MAM with roscovitine than with db-cAMP, and the transcriptional intensity in adult SN oocytes was significantly higher than that in prepubertal SN oocytes following MAM with roscovitine (Fig. 2G) . The results suggested that MAM with roscovitine promoted global gene transcription of both prepubertal NSN and adult SN oocytes but had no effect on that of prepubertal SN oocytes. MAM with db-cAMP facilitate transcription in none of the oocyte types tested.
In the above experiments, an intensive gene transcription was observed in both adult SN oocytes and the prepubertal NSN oocytes that had taken on a SN configuration following MAM with roscovitine. This apparently contradicts with the general rule that genes are silenced as chromatin condenses from the NSN to SN configuration. When confocal images of the roscovitine-treated SN oocytes were two-or four-fold enlarged and examined carefully, re-decondensed sites or notches with diffuse chromatin were observed on the heterochromatin ring around the nucleolus, and transcripts often clustered on or close to these notches (Fig. 3) . It is thus suggested that roscovitine promoted gene transcription in the SN oocytes by inducing local RDC of chromatin on the heterochromatin shell around the nucleoli.
Treatment with RNA polymerase II Inhibitor α-Amanitin abolished the beneficial effects of MAM with roscovitine on oocyte cytoplasmic maturation. Prepubertal DOs with NSN or SN configuration and adult COCs were blocked for 4 h with roscovitine or db-cAMP without or with α-amanitin before maturation and activation for embryo development. Treatment with α-amanitin during MAM totally abolished the promoting effects of roscovitine on percentages of 2-and 4-cell embryos in prepubertal NSN oocytes (Fig. 4A ) and on morula formation and cell number per blastocyst in adult oocytes (Fig. 4B) . Treatment with α-amanitin during MAM did not affect the developmental potential of prepubertal SN oocytes blocked with roscovitine and that of adult oocytes blocked with db-cAMP, suggesting that the dosage of α-amanitin used was nontoxic to oocytes as both groups of oocytes were not transcribing. The results further confirmed that MAM with roscovitine improved oocyte competence by promoting gene transcription.
MAM with roscovitine promoted gene transcription through inhibiting cyclin-dependent kinase (CDK) 5. Why MAM with roscovitine promoted gene transcription and improved competence of adult SN oocytes but showed no effect on prepubertal SN oocytes? It is known that roscovitine inhibits a series of CDKs including CDK5 35 , and that CDK5 suppresses gene transcription through maintaining a high activity of HDAC 36 . We thus hypothesize that adult SN oocytes would contain more CDK5 than prepubertal SN oocytes, which makes the former more responsive to roscovitine to promote gene transcription than the latter. Contents of CDK5 and p35 were thus measured in NSN and SN oocytes from prepubertal or adult mice, as it has been reported that CDK5 is activated by two non-cyclin activators, p35 or p39 37 , and that both CDK5 and p35 are expressed in mouse ovaries including oocytes 38 . When observed under a laser confocal microscope after labeling with anti-CDK5 or -p35 antibodies, mouse oocytes showed fluorescence signals throughout the cytoplasm (Fig. 5A to H) . When freshly collected oocytes were analyzed, the level of CDK5 in adult SN oocytes was 3 times higher than that in prepubertal NSN or SN oocytes (Fig. 5I) . The level of p35 was also significantly higher in adult oocytes than in prepubertal oocytes (Fig. 5J) . Both CDK5 and p35 levels remained unchanged after MAM of either prepubertal NSN or SN or adult SN oocytes with either db-cAMP or roscovitine. When prepubertal or adult COCs were blocked with different concentrations of roscovitine in the presence of db-cAMP, while 100 µM roscovitine significantly increased the percentage of 2-cell embryos in prepubertal COCs, and 100 or 125 µM roscovitine increased the percentage of morulae and cell counts of blastocysts in adult COCs, the effect decreased significantly with decreasing roscovitine concentrations (Fig. 5K and L) . The results confirmed that adult SN oocytes were more responsive to roscovitine because they contained more CDK5/p35 than the prepubertal SN oocytes.
MAM with roscovitine promoted chromatin condensation from NSN to SN through inhibiting CDK2. Both previous studies 27, 32, 33 and the present results indicated that during MAM with roscovitine, chromatin condensed from NSN to SN configuration. How does roscovitine play the dual contradictory roles: while inhibiting chromosomal condensation and maintaining meiotic arrest on one hand, promoting chromatin condensation from NSN to SN configuration on the other hand? It has been reported that CDK1 is the only CDK essential and sufficient to drive meiosis resumption of mouse oocytes 39 , and that CDK2 is involved in histone H1 phosphorylation and large-scale chromatin decondensation in somatic cells 40 . We thus hypothesize that roscovitine might maintain meiotic arrest by inhibiting CDK1 while promoting chromatin condensation by suppressing CDK2, as it is known that roscovitine inhibits both CDK1 and CDK2 35 . To test this hypothesis, a series of roscovitine concentrations were tested using prepubertal mouse COCs to select one that could not inhibit CDK1 (GVBD) when used alone but could inhibit CDK2 (promote chromatin condensation) when used in combination with db-cAMP that does not promote chromatin condensation at all but maintain meiotic arrest when used alone. When MAM lasted for 4 h, while the percentage of GV-intact oocytes decreased significantly at 25 µM roscovitine (Fig. 6A) , the percentage of SN oocytes increased significantly in the presence of both 25 µM roscovitine and db-cAMP compared to that after MAM with db-cAMP alone (Fig. 6B) . When MAM lasted for 24 h, although GVBD was not inhibited at all at 3 µM roscovitine (Fig. 6A) , the percentage of SN oocytes increased significantly at this roscovitine concentration in the presence of db-cAMP compared to that after MAM with db-cAMP alone (Fig. 6C) . The results supported that roscovitine maintains meiotic arrest by inhibiting CDK1 but promotes chromatin condensation by suppressing CDK2. Thus, while lower concentrations of roscovitine could inhibit CDK2 (promote chromatin condensation), higher concentrations were required to inhibit CDK1 (GVBD).
Extending the duration of MAM with db-cAMP induced chromatin condensation but had no effect on developmental competence of prepubertal DOs. The above results indicated that db-cAMP induced chromatin condensation in neither mouse COCs (Figs 1D and 6B,C) nor DOs (Fig. S2) . However, Sun et al. 41 showed in pig oocytes that db-cAMP promoted the NSN-SN transition in DOs while inhibiting it in COCs. Because it was reported that protein kinase A inhibited CDK2 42, 43 , we suspected that the treatment duration (4 h) we used might not be long enough for db-cAMP to suppress CDK2 of mouse DOs. We thus extended the duration for db-cAMP treatment to see whether it would inhibit CDK2 of prepubertal DOs. Although the percentage of SN oocytes did not change after MAM with db-cAMP for 4 h, it increased significantly when the treatment was extended to 24 h (Fig. 6D) . However, the developmental potential was not improved at all following MAM with db-cAMP for 24 h (Fig. 6E) . The results confirmed that given enough time, db-cAMP could efficiently suppress CDK2 and induce chromatin condensation in mouse DOs but it could not improve their competence due to its inability to inhibit CDK5. In fact, it has been reported that PKA (cAMP) can activate CDK5 [44] [45] [46] . H89, a PKA inhibitor, promoted chromatin condensation during MAM but did not improve developmental competence of prepubertal COCs. To verify whether the chromatin condensation induced by roscovitine is essential for improvement of oocyte competence, prepubertal COCs were blocked for 12 h with roscovitine or H89 in the presence of db-cAMP. Although both roscovitine and H89 promoted chromatin condensation (Fig. 6F) , only roscovitine improved oocyte competence whereas H89 did not (Fig. 6G) .
Discussion
The present results showed that by using our optimized system for coculture of mouse DOs with cumulus cell monolayers 47 , over 85% of the NSN oocytes from prepubertal mice successfully matured in vitro following a classification under UV light after Hoechst 33342 staining. In early studies using simple culture conditions, however, only about 15% of the NSN oocytes isolated from adult mouse ovaries developed to the metaphase II stage after similar treatments of Hoechst staining and UV light classification 5, 9, 48 . Thus, the current results have unequivocally confirmed that the NSN mouse oocytes have the competence to complete nuclear maturation in vitro, given the optimal culture conditions.
The present results showed that while the developmental potential of both prepubertal NSN and adult SN oocytes was significantly improved, that of the prepubertal SN oocytes was not improved at all following MAM with roscovitine (Table S1 ). Our further observations with immunofluorescence microscopy and α-amanitin treatment indicated that MAM with roscovitine significantly promoted gene transcription in prepubertal NSN and adult SN oocytes, while it had no effect on that of the prepubertal SN oocytes. Although the percentage of oocytes with SN configuration increased significantly, their developmental competence was not improved at all following MAM of prepubertal DOs with db-cAMP for 24 h. While MAM with roscovitine significantly improved the developmental potential of adult oocytes, it had no effect on their chromatin configuration. Furthermore, while both db-cAMP+roscovitine and db-cAMP+H89 promoted chromatin condensation during MAM of prepubertal COCs, the latter did not improve their developmental competence while the former did. The results strongly suggested that it was gene transcription during maturation but not chromatin condensation (configuration transition) that determined the developmental potential of oocytes. By using a maternal restraint stress model and a mouse ovary-holding stress model, respectively, Wu et al. 34 and Lin et al. 49 observed that the developmental potential of SN mouse oocytes was more closely correlated with epigenetic histone modification than with chromatin configuration.
This study observed intensive gene transcription in prepubertal mouse NSN oocytes both before and at the end of MAM with roscovitine suggesting that gene transcription was uninterrupted in this group of oocytes during the 4 h of MAM with roscovitine. In the adult SN oocytes, however, gene transcription was obvious only after MAM with roscovitine and was always associated with re-decondensed (RDC) sites or notches of diffuse chromatin on the heterochromatin ring. Thus, while roscovitine promoted cytoplasmic maturation of the prepubertal NSN oocytes by maintaining a continuous gene transcription during the NSN-SN transition period, it did so in the adult SN oocytes by inducing a dotted RDC in the heterochromatin ring, which supported substantial gene transcription. An RDC with gene transcription has been observed in pig SN oocytes following MAM with roscovitine 22 , and gene transcription was evident in pre-GVBD oocytes of mice [16] [17] [18] [19] and humans 20, 21 . However, the transcripts produced by the prepubertal NSN oocytes during the NSN-SN transition period might be different from those transcribed by the adult SN oocytes during RDC, as the formation of 2-cell embryos was improved in the former, whereas the formation of morulae was facilitated in the latter by MAM with roscovitine. Thus, it seems that while transcription during the NSN-SN transition is important for the first cleavage, transcription during RDC of the SN oocytes is essential for the morulae formation in mouse oocytes. Transcriptomic and proteomic profiling indicated that the 2-cell block in mouse NSN oocytes was associated with a lack of cytoplasmic lattices due to reduced expression of MATER and ribosomal proteins 50 . The beneficial effects of MAM with roscovitine on morula formation of the adult mouse oocytes have been reported 31 , but no reports have been published to date on its effects on the competence of prepubertal mouse oocytes.
It is well known that the developmental potential of oocytes from prepubertal animals is inferior to that of oocytes from adult animals 25, 51, 52 . However, the mechanisms for this age difference in oocyte competence are largely unknown. The present results revealed for the first time that MAM with roscovitine had differential effects on the developmental competence of prepubertal and adult mouse oocytes. For instance, MAM with roscovitine promoted gene transcription and increased morula formation of adult SN oocytes but had no effect on those of the prepubertal SN oocytes. Our further observations indicated that adult SN oocytes contained more CDK5/ P35 and were thus more responsive to roscovitine to promote transcription than the prepubertal SN oocytes. Furthermore, compared to adult SN oocytes, the prepubertal SN oocytes lacked the ability to undergo RDC and failed to transcribe in response to the transcription/maturation stimulus. Taken together, the data suggested that during a regular in vitro maturation culture, the prepubertal NSN oocytes would undergo GVBD very quickly with no time to transcribe factors important for the first cleavage, and the prepubertal SN oocytes would be unable to transcribe factors essential for morula formation due to a lack of the RDC competence. Thus, the present results have provided new evidences to explain the mechanisms for the competence difference between prepubertal and adult oocytes.
In summary, the present results suggested that (a) there were intensive cellular activities such as gene transcription during MAM; (b) the NSN mouse oocytes have the competence to complete nuclear maturation in vitro, given the optimal culture conditions; (c) the difference in developmental competence between prepubertal NSN and SN oocytes was because whereas the former had not, the latter had completed the transcription of some important genes such as those essential for the first cleavage; (d) the difference in developmental potential between prepubertal and adult SN oocytes was because while the former had not, the latter had acquired the capacity for RDC and thus for transcription of important genes such as those essential for morula formation, suggesting that the SN chromatin configuration may not be an essential step for oocyte cytoplasmic maturation; and (e) roscovitine played dual contradictory roles during MAM: while facilitating chromatin condensation by inhibiting CDK2 on one hand, promoting gene transcription by suppressing CDK5 on the other hand. It is concluded that MAM with roscovitine improved oocyte competence by promoting gene transcription via inhibiting CDK5. Oocyte cytoplasmic maturation is correlated with gene transcription but not with chromatin condensation. The difference in developmental competence between prepubertal NSN and SN oocytes and between prepubertal and adult SN oocytes was because while the former had not, the latter had completed or acquired the ability for transcription of important genes.
Methods
The experimental procedures were approved by the Animal Care and Use Committee of the Shandong Agricultural University P. R. China (Permit number: SDAUA-2001-0510). The methods were carried out according to the approved guidelines. Unless otherwise mentioned, all chemicals and reagents used in this study were purchased from Sigma Chemical Co. (St. Louis, MO, USA).
Mice and oocyte collection. Mice of the Kunming strain were used in the present study. The mice were kept in a room under a 14L/10D photoperiod, with lights-off at 20:00. While prepubertal (18 to 19 days after birth) female mice were sacrificed without eCG-stimulation, adult (8 weeks after birth) female mice were sacrificed at 48 h following an intra-peritoneal injection of 10 IU equine chorionic gonadotropin (eCG, Ningbo Hormone Product company limited, China) to collect ovaries. After removing the surrounding adipose tissues and ovarian fallopian tubules, the large follicles on the ovary were ruptured in M2 medium to release cumulus-oocyte complexes (COCs). Only COCs with oocytes larger than 70 µm in diameter and showing a homogenous cytoplasm were selected for experiments.
Chromatin configuration observation. The COCs were stripped of their cumulus cells by pipetting in M2 medium. For staining of fixed oocytes, the cumulus-denuded oocytes (DOs) were stained for 5 min with 10 µg/ml Hoechst 33342 contained in M2. The stained oocytes were then fixed in 4% paraformaldehyde for 40 min, mounted on a slide, and observed for GV chromatin configurations under a Leica DMLB fluorescence microscope. For staining of living oocytes, DOs were stained for 10 min in M2 medium containing 50 ng/ml Hoechst 33342. The stained oocytes were then placed in M2 medium containing 200 μM IBMX and examined for chromatin configurations under the Leica DMIRB fluorescence microscope. Then, oocytes with known chromatin configurations were washed in M2 medium and maturation medium, and cultured for maturation.
Oocyte MAM culture. Oocyte MAM culture was performed in 100 µl microdrops (about 25 oocytes per drop) at 37 °C in a humidified atmosphere of 5% CO 2 in air. The medium used for MAM was 199-1 supplemented with various concentrations of roscovitine or db-cAMP. The 199-1 medium was composed of the TCM-199 medium (Gibco, Grand Island, NY) supplemented with 10 IU/ml equine chorionic gonadotropin (eCG), 0.23 mM sodium pyruvate and 1 mg/ml bovine serum albumin (BSA, Gibco). To prepare stock solutions, roscovitine (50 mM) and H89 (5 mM) were dissolved in dimethyl sulfoxide (DMSO, Gibco), and db-cAMP (200 mM) was dissolved in water. The stock solutions were stored in aliquots at −20 °C until use.
Oocyte maturation in vitro. Preparation of cumulus cell monolayers. Around 20 oocytes obtained from adult mice at 48 h after eCG injection were washed in M2 medium and repeatedly pipetted in DMEM medium (Gibco) to recover cumulus cells. The collected cumulus cells were then washed three times in DMEM medium, transferred into wells of a 96-well plate together with 150 µl DMEM medium and incubated at 37 °C in humidified atmosphere containing 5% CO 2 in air. When the cumulus cells grew to 80% of confluence, the spent medium in the wells of the 96-well culture plate was replaced with 100 µl oocyte maturation medium and equilibrated for 3 h in a CO 2 incubator before use for oocyte maturation culture.
Oocyte maturation culture. About 25 oocytes were cultured in 100 µl drops at at 37 °C in a humidified atmosphere of 5% CO 2 in air. The maturation medium used was 199-2, which consisted of TCM-199 supplemented with 10% (v/v) BSA, 1 µg/ml 17β-estradiol, 24.2 mg/ml sodium pyruvate, 0.05 IU/ml follicle stimulating hormone (FSH), 0.05 IU/ml luteinizing hormone (LH), and 10 ng/ml epidermal growth factor (EGF). While COCs were cultured directly in 199-2, DOs were cultured on cumulus cell monolayers in 199-2 supplemented with 200 µM cystine and 400 µM cysteamine.
SCientifiC RePoRTS | 7: 15763 | DOI:10.1038/s41598-017-16119 -5 Oocyte activation and embryo culture. At 24 h of maturation culture, while DOs were treated directly, COCs were stripped of cumulus cells by pipetting in M2 containing 0.1% hyaluronidase. After being washed twice in M2 and once in the activating medium, the oocytes were incubated in an activating medium for 6 h at 37 °C in a humidified atmosphere with 5% CO 2 in air. The activating medium used was Ca 2+ -free CZB medium supplemented with 10 mM SrCl 2 and 5 µg/ml cytochalasin B. At the end of the activating treatment, the oocytes were examined for activation under a phase contrast microscope. Oocytes were considered activated when each contained one or two well-developed pronuclei. Activated oocytes were cultured for 4 days in regular CZB (30-35 oocytes per 100 µl drop) at 37 °C under humidified atmosphere with 5% CO 2 in air. Glucose (5.5 mM) was added to CZB when embryos developed beyond 3-or 4-cell stages. Embryos were examined at 24 h, 48 h, 72 h and 96 h after activation treatment to record the numbers of 2-cell, 4-cell embryos, morulae and blastocysts, respectively. To calculate cell number per blastocyst, all the blastocysts in each replicate were stained with 10 µg/ml Hoechst 33342 before cell counting.
Time-lapse imaging. Prepubertal DOs were stained for 10 min in M2 medium containing 50 ng/ml Hoechst 33342. Then, the selected NSN-oocytes were transferred to and cultured in 199-1 containing 20 ng/ml Hoechst 33342 in an incubator (INUBG2E-ZILCS; Tokai Hit) and observed under a video microscope (DMI6000B; Leica). Phase contrast and fluorescence images of oocytes were taken at 5-min intervals with a charge-coupled device camera (885 EM; Andor), and the chromatin was pseudo-colored red.
Detection of global RNA transcription. Oocytes were labeled for 1 h in 100 µl 199-1 containing 1 mM 5-ethynyl uridine (EU). All the procedures for EU detection were conducted at room temperature in accordance with the manufacturer's protocols (Invitrogen; Click-iT RNA imaging kits). After EU labeling, oocytes were (1) fixed with 3.7% formaldehyde in PBS for 40 min, (2) (7) mounted on a glass slide and observed with a laser confocal microscope (TCS SP2; Leica Microsystems). Blue diode (405 nm) and helium/neon (He/Ne; 543 nm) lasers were used to excite Hoechst and CyTM3, respectively. Fluorescence of Hoechst and CyTM3 was detected with 420-480 nm and 550-570 nm bandpass emission filters, respectively, and the captured signals were recorded as blue and red, respectively.
The relative levels of each protein expression were quantified by measuring fluorescence intensities. The fluorescence intensities were measured on the raw images using the Image-Pro Plus software (Media Cybernetics Inc., Silver Spring, MD) under fixed thresholds across all the slides. Both the fluorescence density and the area of the objects giving the fluorescence were measured and the mean relative intensity of fluorescence was calculated for each oocyte. For each protein, the average relative fluorescence of the NSN oocytes was set to one and that of oocytes from other treatments were expressed relative to this value. Several measures were taken to ensure the accuracy of protein quantification. Firstly, oocytes used for one or two replicates of all treatments in the same experiment were processed and observed on the same day. Secondly, when mounting oocytes onto slides, care was taken to ensure that oocytes on different slides were compressed to the same extent and had a similar thickness. Thirdly, for each experimental series, all the images were acquired with identical settings. Fourthly, within each oocyte, a single plane with maximum amount of chromatin and maximum fluorescence intensity was selected to take photograph for further analysis.
Data analysis.
Each treatment contained at least three replicates. Percentage data were arc sine transformed before analysis. Data were analyzed with ANOVA when each measure contained three or more groups. A Duncan multiple comparison test was conducted to found differences. Data were analyzed using an independent t-test when each measure contained only two groups. The software used was Statistics Package for Social Sciences (version 11.5; SPSS, Inc.). Data were expressed as means ± SEM, and P < 0.05 was considered significant.
